. Expression of pro-inflammatory genes and those associated with alternatively activated macrophages in BMMC(MC) and BMGM (GM). A-B. Bar graphs showing gene expression in BMGM from db/+ (A) and db/db (B) mice relative to respective BMMC. BMMs from db/+ and db/db mice were cultured in 10 ng/ml MCSF (BMMC) or 20 ng/ml GM-CSF (BMGM) for 7 days and expression of indicated genes were analyzed by RT-QPCR. Results were expressed as Fold over BMMC. Data showed elevated levels of inflammatory genes and reduced levels of alternatively activated genes in BMGM from both db/+ (A) and db/db (B) mice, consistent with M1 and M2 phenotypes of GM-CSF and MCSF differentiated cells respectively. Bar graph for Arg1 is shown truncated because its levels were >100 fold in BMGM vs BMMC. Mean±SEM (*, p<0.05, n=4).
. Results of RNA-seq analysis showing expression of Macrophage M1/M2 markers in BMMC, and differentially expressed genes in BMGM. A. Typical M1 gene expression levels in BMGM relative to BMMC. B. Typical M2 gene expression levels in BMMC relative to BMGM. C. Csf1 and Csf1R expression levels are elevated in BMMC relative to BMGM. In contrast, expression of GM-CSF receptors (Csf2rb and Csf2rb2) was markedly reduced in BMMC. Global gene expression in BMMC and BMGM isolated from db/+ and db/db mice was analyzed by RNA-seq as indicated in the Methods section. Results shown further support the M1 and M2 phenotypes of BMGM and BMMC respectively. Relative levels of indicated genes are shown. Data represents log2 ratio as indicated on the 'X' axis.
Supplementary Figure 3.
Flow cytometry data showing protein levels of macrophage markers in BMM. BMMC and BMGM from db/+ and db/db mice were stained with F4/80 (A), CD115 (B), CD11b (C) and CD11c (D) antibodies and FACS analyses were performed. Data represents % of cells positive for the indicated antibodies relative to total number of DAPI stained cells. A *, p<0.05 (n=4). B-D (n=2). Flow cytometry experiments revealed that majority of BMMC were positive for F4/80, CD115 (CSF1R), CD11b and CD11c. Whereas in BMGM, cells positive for F4/80 and CD115 were reduced, but those positive for CD11c were moderately increased. BMMs were detached using Accutase, washed and resuspended in 100 ul of PBS containing 0.5% BSA (FACS buffer, FB). BMMs were blocked with anti-mouse CD16/32 Antibody (TruStain fcX™, Biolegend, San Diego, CA) for 20 min, then incubated for 30 min at 4 0 C with the indicated fluorescently labeled antibodies (purchased from Biolegend). Cells were then washed three times with FB, stained with DAPI and FACS analysis was performed by the Analytical Flow Cytometry core facility on an LSR Fortessa X-20 (BD Bioscience, San Diego, CA), with color compensation without dye, and single color stained cells. Data was analyzed using FlowJo software and results are shown as the % of DAPI stained cells. Supplementary Figure 4 . Scatter plot of differentially expressed RefSeq genes in db/dbBMGM vs db/+BMGM. RNA-seq data of BMGM from db/+ and db/db mice were analyzed as decribed in Methods section. Data represents log2 ratio (db/dbBMGM-db/+BMGM).
Supplementary Figure 5.
Canonical Signaling Pathways enriched among differentially expressed genes (DEG) in db/dbBMMC. DEG (with minimum coverage of 1 and ≥ 1.5 fold change) were analyzed by Ingenuity Pathway Analysis (IPA). Bar graph shows top 9 significantly enriched pathways.
Supplementary Figure 6.
Enriched motifs (FDR < 5%) identified by GSEA among differentially expressed genes (DEG) in db/dbBMMC. All RefSeq genes were ranked based on fold change (log2 ratio) in each gene's expression between db/dbBMMC and db/+BMMC and analyzed by pre-ranked GSEA for enriched transcription factor binding sites. Results showed that the promoters (± 2 kb from transcription start sites) of upregulated genes were significantly enriched (FDR < 5%) with Serum Response Factor (SRF) motifs. Supplementary Figure 7 . Regulation of inflammatory genes by E330013P06 in BMMC. (A-B) BMMC from normal C57BL/6 mice were transiently transfected with E33 or GFP control (CV) expression vectors. Expression of E33 mRNA (A) and mRNAs of the indicated inflammatory genes (B) was determined by RT-QPCR 48 h post transfection. Results were expressed as fold over GFP transfected cells (CV). Data are represented as Mean±SEM (n=2). 
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